. Localization of the different truncated versions of 2F-MD construct. HA-tagged p190A constructs were generated as described in Materials and methods and expressed in Huh7 cells. Cells were fixed, stained for F-actin (red) and HA tag (green), and analyzed by fluorescent microscopy. Bar, 20 µm. Figure S3 . PLS is necessary and sufficient for Rac1-induced lamellipodia targeting. (A) PAEV12Rac1 cells were treated or not with IPTG, lysed, and Rac1 activity was assayed by pulldown with biotinylated Cdc42/Rac-interacting and binding and streptavidin beads. Proteins were then resolved by SDS-PAGE and immunoblotted with anti-Rac1 antibody. (B) PAEV12Rac1 cells were treated or not with IPTG, fixed, and stained with fluorescent phalloidin to visualize F-actin. To increase contrast, inverted images are shown. (C) The HA-tagged constructs p190AWT, p190AΔPLS, and PLS were transiently transfected in PAEV12Rac1 cells. After transfection, cells were treated 16 h with IPTG, fixed, and stained for F-actin (red) and HA tag (green). Video 1. MDA-MB-231 cells were transfected with an EGFP-expressing construct, spread on gelatin coating and visualized by epifluorescence and contrast time-lapse microscopy for 15 h. Frames were collected every 10 min, and videos display at three frames per second.
Video 2. MDA-MB-231 cells were cotransfected with WT p190A-and EGFP-expressing constructs and were visualized by epifluorescence and contrast time-lapse microscopy for 15 h. Frames were collected every 10 min, and videos display at three frames per second.
Video 3. MDA-MB-231 cells were cotransfected with p190AΔPLS-and EGFP-expressing constructs and were visualized by epifluorescence and contrast time-lapse microscopy for 15 h. Frames were collected every 10 min, and videos display at three frames per second.
Video 4. MDA-MB-231 cells were cotransfected with p190AS866F-and EGFP-expressing constructs and were visualized by epifluorescence and contrast time-lapse microscopy for 15 h. Frames were collected every 10 min, and videos display at three frames per second.
Video 5. MDA-MB-231 cells were cotransfected with p190AΔ(865-870)-and EGFP-expressing constructs and were visualized by epifluorescence and contrast time-lapse microscopy for 15 h. Frames were collected every 10 min, and videos display at three frames per second. (6) ARH GAP35 somatic mutations found in human tumors by Lawrence et al. (2014) ; data available at http ://www .tumorportal .org /), generated and characterized in this study. Bold indicates changes of bases. 
